


Report Title: Up And Down Procedure For Estimating Acute Oral Toxicity (LD50) 
in Rats of G0506.01 

Test Type: Acute Oral Toxicity (LD.50) 

Conducting Laboratory and Location: Hazelton-Madison ‘Laboratories, Madison, 
Wisconsin 

Test Substance (s): 0.3% Octopiros (G0506.01) in conditioner formula. Undiluted 
material was used for dosing. 

Species: Rat 

# of Animals: 3 males and 3 females given initial dose 

Test Conditions: Dosed orally (p\,age) with initial dose of 20.0 g/kg. 

Results: Female: LD+ 2 1.1 g:‘kg 
Male: LDjo> 20.6 g:‘kg 

Study #: 50106723 
Report Date: 2/28/85 
QA report/GLP compliance: I’es 

Accession #: 30620 
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SAMPLE NUWBER: 50106723 P&GE 2 

VISCOUS LIQUID: 60506. 01 
_ DRDlt SYCR 0372: ClB: ISSUE @ATE 5-1-84 

KUTE ORAL TOX 1 C I Tt 

Object iue: To estimate the lethality (LD50 value) and acute symotoms 
to a test substance by using a small number of rats. 

Tsst Meter1al: 60506.01 
Physicul Description: Blue viscous 1 iquid 
Stability of Test Material: Soonsor essumcs responsibility for stability 

determlnatlon. 

Test knimal: Youno adult maIe and female albino rats (aoproximately 7 weeks 
of age> of the Sprague-Dawleu strain were procured, maintained In qroup 
cages in temperature- and humidity-controlled rooms, provided continuous 
access to Purina Rodent Chow and water and held for an acclimation period 
of at least 7 days. 

Animais were chosen at random from the acclimated animals and weighed 
between 210 and 299 orams prior to fasting. Food and water were avail- 
able Qd libitum throughout the study period except for a fasting 
period of actproximately 18 to 20 hours prior to test materiel edmin- 
istration when food, but not water. was withheld. Fol lowinq .fast lng) 
the animals weighed between 191 and 282 grams. Test animals were 
lndlvldually housed and identified bu animal number .and correspondlno - 
ear tao. 

Preparation and Admlnlstrat ion of Test Material: An individual dose was 
calculated for each animal besed upon its fasted body weight and 
administered undo lute& b<l oavaat. The dose volume ueried per dosaoe 
le*je 1 based upon the avaraae bulk density of 0.89 o/ml. 

Select Ion of Dose Levels: Testing utilizing the up and down procedure 
(Protocol Cll31 was conducted. One male and one female animal was 
admlnlstered an initial dose of 20.0 o.‘ko of body we,ioht. This dose 
level was selected based uoon the sponsor’s estimate. Subsequent dose 
levels for each sex either decreased or increased based upon the 

mortalltu result of the previous level. i.e. z if the animal surviued. 
the dose increased and if death occurred or tmmlnent death was indicated. 
the dose was dacreased. One male and/or one female antmal was used each 
tlmr a dosaoe level was admlnlstercd. Once the initial point of r-e\*e-sal 
In the surulval rate had been determined, five additional levels for 
the males and three eddltlonel levels for the females were dosed using 
the above procedure. 
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%irlFLE NUMBER: 50106723 F’c\GE 3 

L’ISCOUS LIQUID: 60506.01 
DRD41 BYCR 0372J C1B.i ISSUE DATE 5-l-84 

Otlservst ions: The animals were observed for cllnlcal signs and mortalltu 
at 11.2. 2 and 4 hours following test materlei admrnistretlon. Ths 
animals were observed daily thereafter for 7 days for clinical signs 
and mortality. 

Bad? welqhts were taken before fasting and just prior to test material 
admlnistrat ion. Bodv weights of all surviving animals were taken 
7 davs following test material administratlon. 

Patholog\l: At study termlnetion, surviving animals were euthanat lted. 
Al 1 snlmals. whether dying on study or euthanetized, were subjected 
to a gross necropsy examination and abnormalities were recorded. 



SaMPLE NUMBER: 50106723 PAGE 4 

t~Iscous LIQUID: C~O506.01 
DRD# BYCR 0372; ClB: SSSUE DATE 5-l-64 

cstlJ?E ORAL TOX I C 1 TY (CONTINUED) 

SUMMARY 

Test enimal: Gllbino rats - Sprague-Dawley strain 
Source: Harlan Sprague-Dawley, Msdrson Wi 
Date Animals Recciued: 12112, 12/24/84 and 01/22/85 
Temperature and Humidity of Animal Room: 21 to 26 Dcqrees C.; 

36 to 56% Relative Humidity 

Method of Administration: Ora 1 Geuaqe 
Test MattrIal: 60506.01 
Date Test Started: 01/28/85 Date Test Completed: 02/19/85 (In-life) 

Estimated Oral LD50: Hale - 20.6 q/kg of body weiqht 

Dosage Number of 
Leur 1 Anlmels 
(G/KG) Dosed 

15.4 
17.3 
20.0 
22.3 

1= 4 
2;:o 
22.3 

1 
3 
1 

95% Confrdenct Limits o? 15.8 to 26.9 q/kg 
Fcme le - 21.1 q/kg of body weight 
95% Confidence Limits of 15.3 to 29.0 q/kg 

MORTI?LITY SUMMARY (NUMBER OF DEUTHS) 
Hours Da ~1s 
0 - 4 1 2 3 4 5 6 7 Total 

Dead 

MALES 

0 0 0 0 0 0 0 0 0 
0 0 0 0 0 0 1 - 1 

i 0 0 0 1 0 1 0 0 0 0 0 0 0 0 1 1 

FEMALES 

0 0 0 0 0 0 0 0 0 
0 0 0 1 0 0 Cl 0 1 
0 0 0 0 1 - - - 1 
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SAMPLE NUMBER: 50106723 PAGE 5 

(J 1 sc:iyJs LIQUID: GO506.01 
ORDit B’T’CR 0372: ClB: ISSUE DeTE 5-l-84 

- G,;cuTE ORAL TOX I C I TY (CONTINUED> 

DOSING SEQUENCE 

AN I MAL DOSE LEVEL DATE 
NUMBER (G/KG 1 DOSED RESULTS 

MALES 

C23307 
C23294 
C23315 
C23257 
C23274 
C23246 
C2755’9 

20.0 01/2&/85 Died Day 2. 
15.4 01/30/85 Survived to termination. 
20.0 01/31/85 Survived to termrnetlon. 
22.3 02/01/85 Died Day 3. 
17.3 02/04/8t: Died Day 6. 
20.0 02/W/85 Survived to termination. 
22.3 0 2 ,*’ 0 8 ,I’8 L; Survived to termlnat ior,. 

C23242 
C23365’ 
C1-,33;6,7 
C28332 
C28383 

kUEFIAGE BODt WEIGHTS (G:, 

Dosaoe Level Nu. of Arllmais 

Suruiued to terminet ion. 
Died Dai/ 4. 
Died Day 2. 
Survived to termination. 
Survived ta termlnatlon. 

(qfko) Dosed Pre-fast In1t 1al Terminal 

Ma $85 

35.4 1 293 2~8 3; Cl ii 
17.1 1 3 G 2 

ii;1 
241 w-e 

20. ir 3 268 
23 W.M 1, ‘5 i 2 75 253 

281 
243 

15.4 
20. iI 
.-, *-, 2 r-i. 2 

1 
3 
1 

217 

238 
241 
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NlA’lBER: 50106723 P&E 6 

DRDt BYCR 0372: ClB; ISSUE DATE 5-l-81 
. . 

ACLITE ORAL TDX I C II T’Y (CONTINUED) 

Comments: 

Clinical signs seen during the study included diarrhea, hypoactlvitv, 
ataxia, red-stained nose and mouth or face, brown- or dark-stained snal 
arc8, hypothermic to touch, possible respiratory congestion9 piloerection, 
reddish discharge from nose and mouth, and death. ($11 deaths occurred 
within stx days following test material administration. 

Deviations from the protocol: During the study period the temperature of 
the animal room ranqed from 21 to 26 degrees C. Once the initial point 
of rek-sersal rn the suruiual rate had been determined, five additional 
males and three additional females were dosed instead of four addItional 
antmals es required by the protocol. These deviations are not considered 
to have had an effect on the veiiditu of the studs. 

PATHOLOGY 

DOSAGE LEVEL: 15.4 o/k? of body weight 

&nimef Test Day 
Number sex Died Sacr 1 f iced Necropsy Comments 

Date Dosed: 0 1 /3 O/85, 

C23294 M 7 No visible lesions. 

Date Dosed: 02/OB/85 

C28332 F 7 No vlslble lesions. 

DO%GE LE’JEL: 17.3 q/k0 of bode weight 

hnlmal Test Day 
EJumbe r Sex Died Sacr if Iced Necroosv Comments 

te Dosed: 02 N’O4i85 

c 2 3 .-I 7 L,ir t1 6 - Per rnasel dlscharqe. dark red and 
crusted; perineum/per iana 1 area 
stained brown; stomach - entire 
lntest inal tract co,ntslns dark brown y 
red semlfluld. 
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SClMFLE NUMBER: 50106723 
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- AtlJTE ORAL TO)‘J r J ?‘I ~CONTINUED) 

PrlTHOLOGY (CONTINUED) 

DOSAGE LEVEL : 20.0 g/kg of body weight 

Animal Test Day 
Number 58% Died Sacrificed Necropsy Comments 

Date Dosed: 01./28/85 

C233 03 M  2 

c-3241 F 

ate Dosed: a 1.~‘3 1~85 

c23:15 t1 

Date Ooeed: n’i~‘tlEfg5 

C23246 r1 

C23367 f 2 

Date Dosed: a2,‘12/65 

C2E383 F 

PAGE 7 

Stomach - glandular mucos.a diffusely 
red, with multiple brown sreas, up 
to 3 m m  in diameter. 

No ulslble lesions. 

No visible lesions. 

No visible lesions. 

Stomach - contains thtck. mint-green 
material. 

No ulslble lesions. 
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SAMPLE NUMBER: 50106723 PFsGE 8 

‘JISCiSLlS LIQUID: GO506. 01 
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ACUTE OPAL TOXICITY (CONTINUED) 

PATHOLOGY I CDNT I NUED 1 

DOSAGE LEVEL: 22.3 g/kg of body weight 

Animal Test Day 
Number sex Died Sacrificed Necropsy Comments 

Date Dosed: 01/30/85 

C233c9 F 4 - Entire intestinal tract fllled with 
tan/ye1 low, creamy fluid; stomach - 
contains yellow, granular material. 

Date Dosed: 02/01/85 

~3257 M 3 

Date Dosed: 0 2 / 0 8 4 5 

C2?599 M 7 

Stomach - contains mint-green. creamy 
material. 

No ulslble lesions. 



QUALITY ASSURANCE STATEMENT 

Up and Down Procedure for Estimating 
Acute Oral Toxicity (LD5D) in Rats 

Study No. 501067;3 

The report as herein attached for the l bovcmentioatd l tudy has been reviewed 
by the assigned Quality Assurance Unit of Hazleton Laboratories America, Inc. 
in accordance with the Good Laboratory Practice Regularioas as set fortn in 
21 CFR 58.35 (b) (6) (7). It has been found to accurately identify and/or 
describe the authorized methods and standara operatlny procedures followea in 
the conduct of the atudy and that the reported data accuratefy reflect the raw 
data of the laboratory study. Furthermore, the Quality Assurance Unit has 
conducted the following inspections-of the testing facilities utilized in the 
conduct of this study and has submitted written reports of said inspectioas to 
the study director and/or management. 

Date of Inspection Type of Inspection Date Issued to Management 

l/23-25/85 Process Audit 

2126105 Report Review 

l/25/85 

2/26/85 

Inspector, Quality Assurance Unit 



ACUTE ORAL ToxtCITY (UP AND WHN) PRocmJRE 

CLINICAL OBSERVATIONS 

DOSAGE UUCUUTIONS 
0 

Ave. Bulk Deasity 
es%9 4flol 

Temp. of Test Material 
- d3C 

DomE Level 
Bulk Density t 

I 

Dose 
'Volumt 

~7,$ml/k~ 

Tech. +pjppf ,-SC-S ’ 

See Dosage Calculation 
Sheets. 

Ravitutd 
*-Dosage ctlcultrtd but not administered 
unused animal returned to rrock. 



ACUTE ORAL TOXr.CIZ'Y (UP AND DOWN) PROCWJBE 

CLINICAL OBSERVATIONS 

1 I I I 
I . I 

Gl ‘rr 

DOSAGE CALCULATIONS . 

D Avt. Bulk Dtarity 
049 l$hlxl 

Temp. of Tctt Material 
d3 c 

Dose Level 
Bulk Density 

Tech. 5&q 3 2, 9 35 -, 

See Dosage Calculation 
Sheets. 

*-Dosage calculated but not administered 
unused animal returned to stock. 



ACUTE ORAL TOXICITY (UP AND DOWN) PROCEDUBE 

CLINICAL OBSERVATIONS 

DOSAGE cALcuI#MIONS 

Ave. Bulk Dterity 
LT.54 &ll 

Temp. of.Tcrt !4atctirl 
33 c 

liJ!t 

Dart Level 
Bulk Density 

Stt Dosage Calculation 
shaetr . 

f-Dos8gt calculated but not &dministcrcd 
Reviewtd 



ACUTE ORAL TOXfCfTY (UP AND DOWN) PR6CEDWRE 

DOSAGE CALCULATXONS 

la Avt. Bulk Density 
s&It1 

Temp. of Teat Material 
C 

Doat Ltvel Doat - 
Bulk Density = irolme 

Set Dotage Calculation 
Sheers, 

.r-L XA l 3ot a$pUcablt 
/ 38 - Not eELdart 

*-Dottgt calcultttd but not rdministtrtd Revitvtc? By mq 2-14 -5s 
unuttd animal returned to stock. 
@wr;C*J error j.wc-jg s*m 



. -e. . - .  

A C U T E  O B d . T O x IcIn ( U P  A N D  D O W N )  P , R O C ' E D U R E  

. 

D O S A G E  C A L C U L A T IO N S  

Q a  Ave.  Bu lk  Dear icy  
g fm l 

T e m p . o f Test  H*tcr ial  
C  ~ -  

g a r a  Leve l  Dar t  
Bu lk  Dens i ty  - V o l u m e  

m l /kq 

Tech . . 

E l S e e  D o s a g e  i lculft im  
S h e e ts. 

Ver i f  i cd  B y  

S A  - N o t l ppuub l t 
/ .9 L  ?  N o t m e d e n t 

* -Dotage ca lcu la ted  b u t n o t 8dmin is te r rd  
R e v i e w e d  

u n t i red an ima l  re tu rned  to  stock. 
cc" '*+, ecrpr  c-2* -9s  hrr\  
& Jr, 4 - l+  er ror  2-\(1-cis snn f w  

- . -  - . __ - . - -  .__ I  - . - -  _ - _ _ _ - .  - -‘-  -  -  _.-- --------  ---.- 



ACUTE ORAL TOXICITY (UP AND DOW PROCEUJRE 15 _ 

CLINICAL OBSERVATIONS . 

,DOSAGE CALCUUTIONS 

@J Ave. Bulk Dearity 
(l/ml‘ n,Yl 

Temp. of Test Material 
-23 c 

Dorc Level Dose 
Bulk Dearity g 'Joluwt 

: - a Y? Ipl’ltg 

cl vl? See Dorage Calculation 
Sheers. 

*-Dosage c8lculatcd but not administered 
unused animal returned to stock. 

-- --- - _ . . - --- .- ___ . 



-- ,-. 

ACUTE ORAf, ToXICf~ (UP AND DOWN) PRfXRDURE 16 

CtfNICAL OBSERVATIONS 

. 

DOSAGE CALCULATIONS 

Wmp. of Test Hatwirl 
-22-c 

*-Dosage calculated but not administered 
unused animal returned to stock. 

Reviewed 

_- .- --. -- -_- .  .  .  - - -- --.-. _.---L-L 



ACUTE ORAL ToRCI‘R (UP AND DOWN) PROCEDURE 

CLINICU, OBSERVATIONS 

l 

I  

I  I  I  1 

I  

DOSAGE CALCULATIONS 

Temp. 
8-s 

Test Matwirl 
r 

Dose Level Do8e 
&Ilk Density * 'Volume 

Verified 

*-Dorqge crlculitrd but not 8dminisrcrtd 
unused maim&l returned to rtock. 

Reviewed By TN 2.\q-ss 

. 

ii3 i Set Deugc C4culrtion 
Sheets. 

-  _. ___ 
_ - - - .  - - - - - -  -  

L - - -  -_ .  



CLINICAL OBSERVATIONS 

DOSAOE CALCUI.ATIONS 

Ave. Bulk Density 

El ‘A 

Dose krvcl 
Bulk Density 

Dose 
Volume 

Set Doacge Calculation 
Shetes. 

*-Dosage calculated but not rdminirtcrod 
unused l imrl returned to stock. 

Rcvieved By %% ? - \q -2 5 



ACUTE; ORAL TOXIC& (UP AND DOWN) PROCEDURE 

CLINICAL OBSERVATIONS 

DOSAGE CALCULATfONS 

El Ave. Bulk Density 
o.s? glml 

Temp. of Test M*teriol 
33 c 

Dose Lavcl DOSC 
Bulk Density - 'Joluo~e 

Tech. 

l&i * Sac Dosage Calculation 
Shct ta . 

SA - .Not applicable 
sz - Not endart 

*-Ciosagc calculahd but not rdministered 
unused animal returned to stock. 

Reviewed 



-_..-.._ 

ACUT& ORAL TO~~CXTY (UP AND DOWN) PROCEDURE 

CLINICAL OBSERVATZONS 

20 

Ave. Bulk Dtaeity 
@Ial 0. Yl 

Ttmp. of Tart Mattrial 
23 c 

Dorc Level 
Bulk Density - 

Dart 
VOlUtDt 

Tech, * I I - . 

&/ See Dosage Calculation 
Sheets. 

I -- - 1 - 

*-Dosagt calculattd but not administered 
unused animal rtturntd to stock. 

.-._ ._--- - -_ ..- -.-.---- - -- 



- ._--  

_ - _ _  _ _  __L- I . - .  --- .  
-  _ _ _ _ _  _ -  

.-  . . -s. .  _  

_  _- -  --- .-  _  

A C U T E  O R A L  T O X ICITY ( U P  A N D  D O W N )  P R O e f D U R E  

C L INICAL O B S E R V A T IO N S  

D O S A G E  C A L C U L A T IO N S  

C D  A v e . Bu lk  D e a tity 
0 .9 9  g /m l 

T e m p . of T e a t M a ter ia l  
c  3 3  

Doss L tvtl 
iEkr lk  Dens i ty  

D o s e  
Vo lumt  

S e t D o s a g e  Calcu la t ion  
S h e c  ts . 

? U  - !Nc l ppLicrb l t  
.S&  l N o t N T d m t 

* -Dosage  ca lcu la ted  b u t n o t a d m in is tered 
u n u s e d  an ima l  r e tu r n e d  co  stock. 

R e v i e w e d  B y  m fiA  2 4 9 %  



. ,TnE PROCTER b G*MBtE COMPANY PROTOCOL NO, C1B 

UP AND WWN PROCEDURE FOR ESTIMATINt 
ACUTE ORAL TOXICITY (LDKn) IN RATS 

Issue Date: Hay 1, 3984 
suPerat!des Issue Dated: Hay 4, 1983 

Test Substance Identification Number WIN) # bdcpE__ ” / 

Pivisional Request Document Number 

Spcmsot : 

Testing Facility: 
(To ba filled in by 
Operations Section) 

Putwse : 

The Procter 
Cincinnati, 

(DRD I &favy&- 

& Gamble Company 
Ohi0 

tiazleton La boratoriss 
P. 0. 60x 7545 
tiadism, Wisconsin 

America,, lile. 

53707 

.Study # 50106723 
(To be filled in by 
Testing Facility) 

To estimate the lethality (LD c vrlracf and acute 
symptoms to a test substance 3 y using a small number of 
rats. 

Justification for 
Selection of Test 
System: The rat Is the animal classically usad for toxicity 

ttst.ing due to its small afze, ready 6Vallability, and 
the large 8mcmt of back-ground data. 

Route of Administration 
of Test Substance and 
Beason for Choice: By gavage. This Is a method for administering a known 

quantity of test substance and has been the historically 
chosen route. 

Met and/or Hater 
Analyses Required : 

Records to be 
Maintained: 

None (no known contaminants expected which would 
interfere with this study). 

All records that would be required to reconstruct the 
study and demonstrate adherence to protocol. 

Protocol - Page 1 of 6 



‘THE PROCTER b G&MILE COMPANY 

??OTOCOL C lB 

UP JWD DQ#4 PROCEDURE, E.QR EST9HAPINC 
ACUTE ORAL TOXICITY PLD& IW RATS 

fssue Dstt: Way 1, 1984 

Test Substance(s) 

TSIN I 

Gmc.0 / 

DRD 
Number 

Description 
Calor 

Expiration 
Physic~ll Form Date 

Storage Cmdftfons: (Qltck one) 

; po%pllparlt”re C 3 Refrigerator 1 3 Freezer 

Hazards: (Check one) 

l kdHone known. 
r 3 As fo1lous: 

Take ordinary precautions in handlfng. 

Special Instructions: (Check one> 

f ‘None! rlJ 
tdf As folllows: 

&lilD81 S : A sufficient number of female rats, Spragm-Dawley (CD), 
790-300 grams prefastad weight. (See Options, page 4 ) 

Anfmal Care and Diet: Follow the approved Standard Operatibg Procedures of the 
Test Facililty. 

EnvIronmental 
Conditions : Follow the approved Strndard Operating Procedures of the 

Test Facility. 

Animal 
-Idcntificatlon : Follow the approved Standard Operating Procedures of the 

Test Facility. 

Animel Selection : Determine prtfasted body weights and ~8elect l lmals 
weighing 190-300 grms for study. 

Protocol - Age 2 of 6 



WE ?ROCTER 1 GIMRLE COMPANY 

Dose Preparation: (Che;k appropriate box) 

I d Dose test substance undfluttd. 
[ 1 Dose as 8 freshly prepared % (u/w) 

8olutionAwspensfon of tcstT?ZZtsnce in 

- . 
- 'PROTOCOL ClB 

UP AND DOWN PROCEPURE FOR ESTIHATXNG 
ACUTE ORAL TOICWTY (LDgn) fN RATS 

Iasut Date: Iday 3, 3984 

. 
1 1 I&se as a freshly prepared % (w/v) 

8olutioa/susptntion of test iubstmct In 

1 I fkae per Special Instructions Cstt page 2) 
t 3 Save solution for dosing. 

. 

Note 

A concentration 8n8l$mts of the t substance-vehicle 
mixture(s) will C 3: will not I 

If a concentration analysis Is required. 

f I Prepare a mafffcitnt quantity of the test 
substanot - vthiclt xtixturofs) ao that a portion 
can be returned to the Sponsorts Divisional 
Tox icologf st . Store aolution/mfxturt ‘at I 3 room 
ttmptraturt; I: I rtfrigtrator; [ 3 freezer; 
I 1 other 

Shipping Instructions 

Send approxfmstel y -ml* Send I I frozen; 
[ 3 under ambient conditions; [ 1 other 

I 3 Analyze tht test substance - vehicle mixtures(s) 
for test aubstanct concentration using the 
l nalytltal method in Apptndix . 

Dosing Instructions: Deprive the animals of food for 1-0 hours befort 
administering the test substance. Determine fasted body 
weights. Caiculatt the dose for each animal according 
to fasted body weight to give the specffled quantities 
of test substance ptr unit of body uefght. 

‘he test sub8tanct. at the conotntrrtfon rptclfied under 
“&se Rsp8r8tionw, will bt gavagtd following the Test 
Facility’s Standard Optrating Proctdurts. Record all 
infOr8kation ntctssrry to document animal weights and 
voluat of teat substance rdministcred to etch animal. 
If high dose levels require dose veXumts which exceed 
25 al/kg, contact Spnaor's Mvislonal Toxicologist for 
further instructions. 
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Dosing Instructions 
(Cont’d): 

Observations : 

1 1 Option A 

PROTOCOL. CIB 

UP AND DOWN PROCEDURE FOR ESTIMATING 
ACUTE ORAL TOXICITY (LDtn) IN RATS 

Estimated LD,n value of the undiluted teat substance: 
0% g/kg 

Dose one animal rt 8 time starting bt e8timated LD 
Observe each snimal for a minimum of 24 hews. (A I tiger 
observation time may result when a weekend Intervenes 
before the next animal is dosed.) rf the animal dies or 
is moribund*, dccreaac the dose for the next snfmal. If 
the snimal survives snct sppeara ual& incrcrac the dose. 
When feasible, USC s dose multiplttr of t .3. After 
reversal of Initial outcome, i.e.‘the point where an 
incrcrsing dose pattern is required to be decreased by a 
death or a decreasing dose pattern fa required to be 
increased by a survival, dose an sdditlonel 4 snimals 
snd then atop. fn esch case9 the next dose will be 
increased or decreaasd, depending upon the fate of the 
previous animal. 

If 10 animals have bean dosed tith no deaths within 
24 hours but del8yed deaths sre ob;sarved fn 3 or more 
animals, atop the procedure. A delayed death is defined 
sa an animal which did not die or appear am-ibund within 
about 24 hours but died later during the observation 
period. Report that an Us0 could not be determined 
using this procedure. 

Immediately after doaing, return the animal to s 
libitum feeding. 

*(such as shallow lsbored or irregulsr respiration, 
ausculsr wesknesa or tremors, absence of voluntary 
responses to external environments1 stimuli, cyanosis 
and ccma) 

Observe all snfmala for mortsllty end pharmacotoxic 
symptoms at frequent Intervals durtryl the first 4 hours 
after dosing (at least once durina the first 30 minutes) 
snd daily thereafter for the next-7 dry%. Record all 
phwfi8cotoxiC Symptoms and time of daath. On all 
8nimrla that die, -- 
Teat FsciU3ty’a 
day8 after dosing weigh and parform I groaa necropay on 
the surviving animals. Record 811 fhdings. Discard 
snimala following the Teat Fscililty*s Stsndard 
Operrting Procedures. 

No follow-up in meles. 
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‘THE PROCTER b GmBLE COMPANY 
. PROTOCOL C 1B 

UP AND MMN. PROCEDURE .FOFt ESTIMATING 
ACUTE ORAL TOXICITY (LDfn) fEi RATS 

Issue Date: @up 1, 1984 

obscrvrtibns 
(Cont’d): 

QQ option 3 

[ I Option C 

Run concurrently in both sexes, using males of the same 
&rain and body weight r8hge as specified on page 2 for 
females. 

Follow-up in males using the mme strain and body weight 
8s femi3lts: 
fam81Cd. 

Wse 6 males et LDfjo dose estimated from 

1. ff the number of snimals dying is P, report that 
with 95’1 confidence the LD5C value for malts 
exceeds the rcbainistcrcd dose4 

2. If t-2 rnimrls die, report that the estimrtcd LDsO 
v8lue for males 8%cceds the 8dministered dose. 

3. If 3 animals die, report thrt the estimated LD5D 
vrlue for sales cqurls the rdministcred dose. 

4. If 4-6 rnimals die, report thrt the tttimsted LDso 
vrlut for malts is less than the rdministertd dose. 

f 3 Option D Follow-up in males: Same as Option C except If 6 of ‘6 
die, execute the Up8nddOW¶ procedure described in this 
protQcol wing m81eS. 

Report: Report dates of study initiation 8nd termination. 
Report individurl dose levels, body weights, mortality, 
ph8rmrcotoxic signs, gross necropsy results, etc., where 
8pproprirrte. Calculrte the LD 
likelihood method.* This nosy a 

o using the maximum 
e done with the computer 

program MAXLIK, the NLIW procedure of SAS or BMDP 
program 3R. A historical estimate of rig& will be 
required: the value 0.12 should be used. Program output 
is l estimate of the logarithm of the LD O  and its 
8t8nd8rd error 

* lolog Lb Ihc %o should be orlcu 8ted 3 as 
LD 
tn &vol 2 

50. An 8ppro%im8te 9% confidence 
(brsed upon historical data) should be 

c8lculsted by substituting log LpsO ;e 1.96 (std. error 
of log I&50] in the 8bovc equation, Report the LD O  
rnd its rpproximrte 95% confidence interwl 8s gm/ 2 g 
b8scd on test 8UbStance. The method of crlculrtion used 
should bt apecifled in the final report. 

l D.J. Finney, Probit Analysis, 3rd Ed., C-bridge Univ. Press t971, pp.50-80+ 
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Report (Cunt’d): 

PROTOCOL cm 

UP AND D&N PROCEDURE FOR ESTfI4ATZNG 
ACUTE ORAL TOXICITY (LDtn) SN RATZ -- 

lssuc Date : Hay 3, 1984 

This report shall conform to 811 requirements outlined 
in Section 50.165, Subpart J, Good Laboratory Practices 
Regulations. 

Sponsor : 
Mvisioncl Toxicologist 

Date Approved by Sponsor’s Divisional ToxicoJogist 

Proposed Starting Datt: Week of l/28/85 

&fined as First Corrqound P.drr;inis?:atisn 

Proposed Completion Date : Week of 3/04/85 

Defined as SUStiSSi@!l Cd fiilal repxi 

Study Director: 0 yL.+%pd& 
u 

Date: //As/85 

study Cost: $840.00 

)To be completed 
)by the Test 
IFmilfty 
) 
1 

; 
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